We cotransfected TLR7 cDNA with a NF-kB luciferase reporter into 293T cells, and then stimulated with different concentrations of the TLR7 ligand loxoribine. After 8 h of stimulation, the NF-kB luciferase activity was determined with luciferase assay reagent. (B) Activation of TLR7 signaling pathway through loxoribine results in NF-kB translocation into the nucleus. γδ T cells that endogenously express TLR7 were stimulated with loxoribine (100 µM) for 8 h, then fixed on coverslips with paraformaldehyde and treated with Triton X-100. The cells were stained with phosphorylated p65 antibody, followed by staining with a second antibody (fluorescein isothiocyanateconjugated goat anti-rabbit). The cell nucleus was stained with PI. (C) Reversal of γδ1 T cell suppressive function by TLR8 ligand, but not by TLR7 and TLR9 ligands. TLR7 (endogenously)-expressing BTIL31 C2 and C4 cells were used evaluated for their ability to respond to TLR7 ligands (loxoribine), TLR8 ligands (Poly-G3) and TLR9 ligand (CpG-B). Data are plotted as mean ± SD. Figure S9 . Knockdown of IKKα, IKKβ, JNK1, JNK2, ERK1, ERK2, TAK1, TRAF6, and p38 by RNA Interference Every target gene was cloned into the HA-tagged pcDNA3 expression vector, respectively. The expression levels and efficiency of knockdown for each gene were determined by Western blot analysis using anti-HA. Beta-actin served as a control for samples loading and was detected with an actin antibody. HEK293 cells transfected with empty vector served as controls. Figure S10 . Knockdown Specificity and Efficiency of JNK1, IKKβ, and TAK1 in T Cells by Lenti-shRNAs (A) T cells were transduced by GFP-expressing lentivirus shRNA specific for JNK1, TAK1 and IKKβ, respectively. Transduced cells (GFP+) and untransduced cells (GFP-) were sorted and analyzed for the specificity and knockdown efficiency of target genes by real-time PCR.
Specific knockdown of target genes in T cells was observed in the cells transduced with specific lenti-shRNA, while mRNA expressions of irrelevant genes were essentially unchanged. (B) FACS analysis of JNK1 and TAK1 expression in lenti-shRNA transduced T cells. Cells transduced or untransduced with specific lenti-shRNA were intracellularly stained with anti-JNK1 and anti-TAK1 and analyzed for specific knockdown of target proteins. Goat anti-mouse IgG conjugated with phycoerythrin (PE) was used as a second antibody. (C) Scramble shRNAs have no effects on the suppressive function of γδ1 T cells. BTIL31 γδ1 Treg cells were infected with scramble shRNAs. GFP + (transduced) and GFP -(untransduced) BTIL31 γδ1 Treg cells were obtained by FACS sorting, and then used to determine their ability to respond to Poly-G10 or control Poly-T10 oligonucleotides in functional proliferation assays. ShRNA specific for p38a served as a positive control. Data are plotted as mean ± SD.
